. FACS analysis of spleens harvested from WT mice, nude mice, and nude mice subjected to adoptive transfer of WT CD90+ cells two weeks earlier. The adoptive transfer of T cells was carried out by injecting in the tail vein 2 × 10 6 T cells purified by positive immuno-magnetic selection using MACS Microbeads coupled to anti-CD90 (Thy1.2) antibodies. The data show that the adoptive transfer of T cells in nude mice is followed by the homeostatic expansion of donor T cells.
. Effect (mean + SEM) of cPTH on serum CTX and calcium levels in WT and nude mice.
Untreated nude mice and T cell depleted WT mice possess normal serum levels of calcium, indicating that in the absence of T cells endogenous PTH is still capable of exerting calcemic effects.
To determine the contribution of skeletal and extra-skeletal mechanisms to the calcemic effects of PTH in T cell replete and T cell deficient mice, WT and nude mice were treated with cPTH at 80 WT BM was depleted of T cells in vitro by negative immunomagnetic selection and cultured for 1 week.
SCs were then purified, cultured with PTH for 3 days and CD40 expression assessed by real time RT-PCR. Data are expressed as mean + SEM. *= p<0.05 compared to corresponding vehicle group. **= p<0.05 compared to T cell replete PTH treated groups. D PTH upregulates CD40 protein levels in SC from WT but not nude mice. WT and nude mice were treated with vehicle or cPTH for 2 weeks. SCs were then purified, cultured with PTH for 3 days and CD40 expression assessed western blotting. Cell membranes were enriched as described (Spina et al., 1988) and protein resolved by SDS PAGE. Following transfer to nitrocellulose membrane, blots were probed with 2 µg/ml rat anti-mouse CD40 antibody (R&D Systems) or rabbit anti-mouse GAPDH and 1:5000 dilution of goat anti-rat or goat anti-rabbit IgG secondary antibody conjugated to HRP (Santa Cruz Biotech.). Protein detection was performed using the ECL chemiluminescence kit (Amersham International). Autoradiographs were scanned on a Flatbed scanner at 600 DPI and densitometry performed using Image J software. Data are expressed as mean + SEM *= p<0.05 compared to corresponding vehicle group.
